Fluorometric determination of biguanides in serum by high-performance liquid chromatography with reagent-containing mobile phase.
A simple post-column derivatization method for the fluorometric determination of biguanides (buformin and phenformin) in serum by high-performance liquid chromatography is described. The serum was treated with 4% perchloric acid to precipitate proteins, and the supernatant was directly injected into the column. Synthesized 9,10-phenanthrenequinonesulphonate (PSQ) was used as a fluorogenic reagent and added to the mobile phase. Biguanides were separated within 10 min on a Radial-Pak microBondapak C18 cartridge (10 microns, 10 cm x 8 mm I.D.) by reversed-phase ion-pair chromatography. They were then allowed to react with PQS in an alkaline stream and detected fluorometrically. This method was applied to the analysis of serum from patients with diabetes mellitus.